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FIGURE 3 

Produce library of ligands (on solid phase, such as beads or membrane) 

I 

Incubate with starting material containing both isoforms (such as brain 
homogenate containing PrPc and PrPsc) 
i 

Incubate with first detection marker (such as 3F4, which detects only native PrPc) 

i 

Incubate with secondary detection marker (antibody- AP conjugate + substrate) 

I 

PrPc + 3F4 + solid phase is detectable (such as beads turn red) 

i 

library optionally incubated with digesting agent (such as PK, digesting PrPc) 

i 

Immobilize beads in first support (agarose gel) 

Process first support to produce film with spots corresponding to beads 3F4 + 

PrPc (film 1) 
I 

Transfer with denaturing agent (6M GuHCl) onto second support (membrane) 

Incubate second support with second detection marker (3F4 binds both denatured 

PrPc and PrPsc) 
I 

Incubate with secondary detection marker (antibody- AP conjugate + substrate) 

Process second support to produce film with spots corresponding to beads + 3F4, 

PrPc and PrPsc (film 2) 
I 

Align films 1 and 2 to find spots on film 2 that are not present on film 1 
(indicating spots that are specific to PrPsc) 



